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i, jjjjgf ^*>3-"sy»/V , hereby declare: 

1 . I hold a Ph.O, degree in biochemistry and retrovirology and consider myself one 
of skill in the art of virology. 

2. I have published 13 articles indexed in the "PubMed.gov" NCSi library. 

3. I have reviewed the claims of U.S. Application No. 10/578,043, and i have been 
informed that these claims are rejected on the basis of obviousness, that one of skill in the 
art would have recognized that the results of the combination of E1A and El 8 genes would 
have yielded the predietabie results of inducing eel! proliferation by disrupting R&/E2F 
complexes and inactivating p53 In avian ceils, purely due to their known interaction and 
activity in human and mammalian cells.. 



A 



i disagree with the Office- A©U©r» ? s assertion.. 1 am of the view that the 



immortalisation of avian cells with £1 A and E18 55K from mastadenoviruses is an 
unexpected result. 

5. The inventors have observed that human adenoviruses cannot replicate in avian 
cells, However, the inventors noticed that human adenoviruses can successfully enter avian 
cells. Thus, the lack of replication is not due to the fact thai said adenoviruses do not find 
the correct receptors for viral entry. It is predicted that the viral regulatory pathways; within 
the avian cell, which include E1 A and E1S 55K, appear to be dysfunctional when compared 
to human and mammalian cells, 

8. it is clear that human p53 and avian pS3 share very few conserved amino acid 
sequences. I have looked at the human and chicken pS3 protein sequences. The sequence 
identity between human pS3 (amine add sequence according to Annex 1 enclosed herewith) 
and chicken p53 (amino acid sequence according to Annex // enclosed herewith) is only 
53,7% (see sequence alignment between the whole length human p53 and chicken p53 of 
Annex III enclosed herewith). Moreover, the sequence identity between the N-terminal 
iransaetivation domain (amino acids 1 to 58) of human p53 which is bound by El & 55K of 
human adenovirus and rendered inactive and chicken p53 is only 29 9% (see sequence 
alignment between the N-terminai transactivaiion domains of htiman p53 and chicken p53 
MAnnm /V enclosed herewith). 

7, Due to this difference, in amino acid sequence, the binding activity of avian p53 
cannot be predicted by human p53 results. Thus, it is unknown whether the El A and El 8 
proteins will have the same immortalization effect, or any effect, on avian ceils. 

8; Considering the above, the skilled person in the art would have not expected that 
E1A and E18 55K from mastadenoviruses would have the same activity in avian cells than 
in mammalian cells, i.e. that E1 A and E1B 55K from mastadenoviruses can also affect the 
avian homoiogues of Rb, E2F and pS3, 

9. I declare that ail statements made herein of my own knowledge are true and that 
ail statements made on information and belief are believed to be true. All of the statements 

I made herein are made of my own volition. ;l understand that willfu! false statements may 
subject me to fines, imprisonment or both, pursuant to Section 1001 of Title 18 of the United 
States Code. 
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P53 ["owe Kaplans] , 
BAC1S799 

BACWJ99.1 ST.! 234! 



lineal Oi-MR-aOOj 



Hoitio sapiens (huTflan) 
Ho:'ao sapiens 

PuSrvoMt Recatonj Cltcrdiir.a , Craniat.-i ,- VarteteraCai Euusleostomi ; 
Karooaiia; Euthsria ; Euavchotttogiiras,- Privates i HaplcnrhJ.nl ; 
Cacarrbir*.i ; HOTiinidae ; Hcrr.o . 



Haeds , Y , 
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Dixeet Submission . . 
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/cell line«"SKS2(3" 
/cell tYi»»"eeioR cancer" 
.» J...39J 
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/note»"?S3 transactivaticn moslCi pSsir.013563" 
/ dkooref = "CMS ; 14 9867 " 
- 109 , .283 

/region nawea"' ;t J .V 

/no£e»"P53 raw-binding domain j od083«7« 
/db xBtl-'CCX»". ->6i62 ' 
order i its , 179, 338,2431 
/site t'ype="ot.hsr" 
/:;ct:e="ziric binding Bif-e** 
,'db xrfif ---"CDD; i762£2 " 
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/site tvpe«"DKiA binding" 
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/region name?. fl PS3 iw tetramer'' 
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P.ecNs.n-.e : Fo.U=Ceil",'i.*r tn^er arstigeri p53 
suppressor p">3 . 
5-lliSSO 

M0360.1 GIsl2936S 

OalP*o«®s loco* PS3 CHICK, accession P1Q360) 
class; standard, 
created Jul 1, 1985. 
seq-ier.ce updated: Jul 1. T. ^ S 3 . 
annotation updated: Nov 10, 2G1C- 

wefs ' , r,ci--secfaer,ce databases) : IP 
Prcteii-.MorialPort.al : PlOjoO, SMR: MO. 
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, Ger«« ID : J 96200 . 
H-GG : gga : 3 3 6 2 0 0 , CTS : 3 5 f. 2 0 0 , HO VSKSESf -JIWS005S 0 , 30 i lit' i .Li." • 
GO 0005634. 30:01(135'", 00.00^790. GO.OMHIi 1 .- OOlOOOtfJS. 

GO:00oTc4§. go, "iosoTcf , GO:Oe.o:;:-s-.i. oo-:!00;i<?. uo : t: c c o , 

[ .' 7: 1 >'.;.; 7 -r. , - -, >. JKtrilv: . : ... 

',.:....,;-: 1 , ! :i;'...:;lrc . rUrrrc . ,. 

eeneiCi63«>S»tS. 60.40 .ISO. Gcivsio - 1 4 . 10 . 170 . 10 . 

PABTT?SK:PTHP.1144'!. p£M» : 9?00ftia, PtamsPPimiO, PRTIOTS.PK00186, 
SHPFAM : S5F4M17 , SOW*lt : SSJ4771S , PROSIT* : PS00S48 
Xctivatdr; A-poptcsia • Cell cycle- Cytoplasm- DNA-Uiiiflisig; 
Metal -bi-adirig- Nucleus.- Phoaphoprotein; Transcription i 
TruacripciOD r»gu!ation; Tumor suppressor,- Zinc, 
Gallus gilluB (chicken'- 
Gallup qallus 

Kaka:r/!)r.» , Metasoa- Cliord&ts; Craniata; Vtartetarcttu Bot«*eo»so!!u.( 
fcrcbosauria; DioaMorUi SMMClschia; Tharopoda ,- Coelurosaurlai 
Aves; Nsognathae,- Phasianidae/ Pl^gisni-nae/ Galiu.3. 

I (residues 1 to 167) 

Seuwi.T. . Begue.A., Kress, M., Steh*I.tn..D. 
Nucleotide sequence, of a cENA encoding the 
oncoprotein 

Nucleic Acids Res. IS (SSI . 11383 (1988) 
SOfOESl 

ffoCWOflEiS SEQUENCE (MM*) . j 
6XHAiN»£>r-fi,FAS 

On Apr 12, 2005 thin *«tjuene« version replaced Bii«6»3». 
(FOKCTIOH] Acts as a tumor suppressor in many Cuo 
orowth arrest ox apoptosis depending or, the physiological 
circumstances and cell type. Involved in cell cycJ« -eesuUtiacs as 
r.rane-activatGr that sctt-i to negatively regulate eel] division by 
controlling a set of gsn.se required for this process. One of the 
activated graft* i» «n inhibitor of cyciin-depsndeot kinases. 
Apoptosis infection ssetns to be mediated either by stiariilaticn of 
BAX and 5ftS antigen expression, or by repression o£ 3cl-i 
oxorcssion (By similarity! . 

ECCFACTO'R] Binds ; zir.c ion per unbwnit (By similarity! . 
[SttBONITJ Mod* OKA as a hoaoserraner (By similarity) , 
[SUBCBLLULAH LOCATION] Cytoplasm (By similarity) • Nucleus (By 
similarity) . 

ISIHXUiiaTXl So loncts to the p53 family. 
Locat i on/Ova lit iars 
1. .267 

/organism b "Ga I Itia tjai lus " 
/ dfc_Kre£« " taxoo j 9031 9 
1. .367 
/gene---"TP53" 
1. .367 
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,/gene»"TPS3« 

/p.roAicc="C8llular tzmtxc antigen p53<- 
/iiotew"?u5!cr yuppreesyr pS3" 

/'JndProtKB evidence" "ESvictsncs at transcript level" 
1..3E7 

/gene="TP53 " 

/region nauie»"MatVire chair." 

/C3ci>erii'ie:lt*»esperimentai evidence, no additional details 
recorded" 

/nets* "Cellular mm antigen pS3 . /PTId-PE.0.0000185716 , " 
/ge-r.e^' 1 Tt > S,3" 

/region name -"Seg ion of interest in Uie seqiier.ee" 
/experiment- "ejiperiiserital. evidence, no additional details 
recorded' 1 

/note*"TraRser.i.ption -activation (aoitiicf . " 
87. .278 
/gene- '"-"1*53" 

/ a ite_type ... " Dl^A binding ,! 

/i.nf erence---"p.£>n- experimental evidence, no additional 
details, recorded" 
/note^'Tiy aifflilarity . " 

94. .275 
,/gene»"TP53" 
/regloi: r.a'r.e^"i?53 " 

/DDte»»P53 OSA-bi»din<_i deoisin; ed09J«7» 
/ dt: we • 1 » " CCD : 17 5 2 « " 
order < 1 6 1 , 16 4 , 224 , 2 i %) 
/gene- """1 ; 53" 
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Or<5er{lfc2. .564,165) 
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/notsi-'Mirserisation site " 
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164 

/§ite_typfi- "raetal -binding" 
/inference* "nors- experimental 
details recorded" 
/note=."Zine (By slrailarity! . " 

224 

/cf*2S**' t TP53 * 

/ a i tejt ype » " me t a 1 - binding 11 

/'iF ; .terKnce*"ner;-experi;r^ntal evidence, no adctitionai 

details recorded" 

/note* K 2i:xc iSy similarity)," 

order (226,227; 334 , 259 , 263. . .283 , 266} 

/ si te m type- = " b indins " 
/ dto xra r e 15 CDD : 02 S262 * 

«e"" 

,'gensv-TPSl" 

/site type* "metal -binding" 

/ia£et«ncet."rscm-sxpBr!m8Tital evidence, no additional 

details recorded" 

/i»t««*«iac (By similarity) . * 

?.Si. .3 02 

/gfinea^TPrsS" 

'/region n*a»«*SI»re *e<pj*»ce motif o£ biological interest" 
/in£erence--- , nio::-experiMental widsnce. no additional 
details recorded" 

/ncte="Bipartite nuclear localization, sign*] (By 
similarity) . " 
305. .HI 
/gi!»e = ' ! TP53" 

/ region name-. "P53.„ tetrawner* 

/ncte="PS3 tetxaa'icistatioii raotit; p£ain37?10" 

/db.wnrt - «COt> 1 

3067.535 

/crfine» !,, ri'P53" 

/region naise«"Rejion or interest in this 3eqnsr.ee'' 
/tn^iariSent* "experiment a) .3v.idsr.ee, no additional details 
recorded" 

/note* " Oil gome r iza t ion , " 
322.. 333 

/regiori_name» "Short, sequence motif of biological interest:" 
/irif eresc** "nor.-experi-Tie-'.tal evidence, no additional 
details recordsc" 

/r.ote«"5h:ci6ar export signal (By similarity; . " 

347. .364 

/crene*' f! ri?S3 1 ' 

/'region n&me-*f(eoion of Interest in the secti^n^e" 
/e^rli»at»*es"p*ri!»enail evidence, no additional details 
recorded * 

/r.ote*"Bas.ic (repression or fttfk-bindizigj . * 
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#««####«#»»###»#»«««>##»»«#»»»««««««#### 

1? Program: needle 

8 Kundata: Thu S3 Dec 3010 OS i 05: 18 

# Comman&line : needle 

# [-asequence] /ebi/e3Ctserv/old-work/nee<ll*-2eiOia23-C6091S4341 , i.rxpat.5 
« [-bsequence] /ebi /sactssrv/old-vorH/needle-20101223 -CS091B4341 . input , 2 
it -ouef ile /ebl/extserv/cld-work/naedle-20101223 - 080318*341 . output 

# -gapgpsia 10.0 
it -gapextend 0.5 

# -datafile BBZOSmSZ 

# -sprotelnl 
ii - Eprotein2 
j* -auto 

# Align format: srspair 

# Report file: /e»i/«CKt8erv/old-wor&/needl«-20101223-0809184341 .output' 



# 



AH gr.e<S_s ft (juence B : 2 
1: EMBOSS J) 01 
2: EMBOSSJ>01 
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# 

# Matrix t SBLOSXMS2 

# Gapjpenaltys 10.0 
aeendjHsnalty : 0.5 
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# Program! needle 

tt RuntSate: Thu 2 3 Dec 2010 14: 01 1 00 
ft Comaandllnft i needle 

ft t -aseouencej /ebi/exts«rv/old-worlc/needle-20J0ia23-140059690S . input . 1 
,^ f-bsequeacej /ebi/e>ttserv/old-worit/ne«dAe-2010l223-140059S906 . input . 2 

# -outfile" ,/ebi/wtt«8rv/old-wor)c/aeedle-20101233 -1*00596906. output 

# --gapopeh 10.0 

# -gapextend O.S 

# -datafiie BBLOSW62 
. # -sprot«inl 

# -eprotein2 

# - auto 

# Align format: srspair 

# Report filet /ebi/extGerv/oia-wc.rk/needie-20).C1223-1400596906. output 



s ^. = n = := A .v a: --• ■'• 



Aligised_sec2Uences: 2 
1; EMBOSS_00i 
2: EWBOSS~C01 
Matrix: SBLOSHM62 
Sapjpen»Xty: 10.0 
Exuendjpenaity; O.S 



Length: S7 
Identity: 
Similarity : 
Gaps i 

Score ; 64 . 0 
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EMBOSS_001 
SMBOSS 0C1 
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